. Specificity of the two-step qPCR procedure. Virion-sense (VS) or complementary-sense (CS) circular single-stranded DNA molecules from Tomato yellow leaf curl Sardinia virus (TYLCSV) were used to evaluate the specificity of the two-step qPCR procedure. For detection of VS strands (A), samples containing 10 7 molecules of circular ssDNA bearing the VS strand and 10 8 molecules of circular ssDNA bearing the CS strand were used. For detection of CS (B) samples containing 10 7 molecules of circular ssDNA bearing the CS strand and 10 8 molecules of circular ssDNA bearing the VS strand were employed. Products from T4 DNA polymerase reactions using first strand synthesis primers OCS-TAG (A) or OVS-TAG (B) were amplified by qPCR using the OVS and TAG primers (for VS) or OCS and TAG primers (for CS). The corresponding qPCR amplification melting curves are shown (left). qPCR products were also separated by electrophoresis on a 2% agarose gel (right). M: 1 kb molecular ladder. Arrow indicates a 200 bp band.
